[Abstract] Digestion of chromatin by micrococcal nuclease MNase followed by high throughput sequencing allows us to determine the location and occupancy of nucleosomes on the genome. Here in this protocol we have described optimized conditions of MNase digestion of filamentous fungus Neurospora crassa chromatin without a requirement of a nuclear fractionation step.
[Abstract] Digestion of chromatin by micrococcal nuclease MNase followed by high throughput sequencing allows us to determine the location and occupancy of nucleosomes on the genome. Here in this protocol we have described optimized conditions of MNase digestion of filamentous fungus Neurospora crassa chromatin without a requirement of a nuclear fractionation step. 4. 1x Vogel's salt (Vogel, 1956; Vogel, 1964) 2. Grow the culture with 100 rpm shaking under desired light and temperature conditions.
Materials and Reagents

Filter paper (VWR International
Representative cultures were grown for three days at 24 °C and at 80 µE light intensity.
3. In order to crosslink, add paraformaldehyde to the culture to a final concentration of 1% and incubate for 10 min shaking at 24 °C.
4. Quench paraformaldehyde for 5 min with glycine at final concentration of 125 mM.
5. Filter liquid medium through Buhner funnel and rinse mycelia with 500 ml of water (room temperature). Squeeze mycelia between tissue paper to get rid of all water and then place the mycelia in Eppendorf tube and immediately freeze in liquid nitrogen. At this step mycelia can be stored at -80 °C.
6. Cool mortar and pestle by submerging in liquid nitrogen for 5 min. Take the mortar and pestle out and then place frozen mycelia immediately into mortar and grind mycelia with pestle until it is finely ground powder. At this step one should avoid warming mycelia/ground mycelia powder.
7. Resuspend ~400 mg ground mycelia in 3.75 ml of lysis buffer with freshly added 0.5 mM DTT, 0.5 mM spermidine and EDTA-free protease inhibitor tablets.
8. Mix the suspension well by vortexing and incubate on ice for 5 min.
9. Distribute the suspension into five 1.5 ml Eppendorf tubes (750 μl per tube). (Vogel, 1956; Vogel, 1964) http://www.bio-protocol.org/e1825 
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Add 1 ml chloroform as preservative 
